INTRODUCTION
5'-Nucleotidase is a widely distributed intrinsic plasma membrane ectoenzyme with its catalytic active site on the extracellular surface of the plasma membrane [1, 2] . It can dephosphorylate all ribonucleoside 5'-monophosphates but its main activity is the hydrolysis of AMP, producing extracellular adenosine. There is evidence that ecto-5'-nucleotidase has a regulatory function in modulation of neurotransmitter release [3] , in control of blood flow [4] and in the immune system [5] . The observation that ecto-5'-nucleotidase can be endocytosed and recycled to the cell surface [6] [7] [8] has led to speculation concerning a function inside the cell as well as interest in the mechanism of internalization and recycling.
Despite indirect evidence that 5'-nucleotidase interacts with the cytoskeleton, no positive evidence for a cytoplasmic portion of the molecule has been obtained [9, 10] . In common with several intrinsic membrane proteins attached to the lipid bilayer via a glycosyl-phosphatidylinositol (GPI) lipid anchor [11] [12] [13] [14] , 5'-nucleotidase is released from membranes by the action of phosphatidylinositol-specific phospholipase C (PI-PLC). However, solubilization of 5'-nucleotidase by PI-PLC varies in extent and susceptibility between different tissues [15] [16] [17] [18] [19] , and is often less than that of other GPI-linked proteins such as alkaline phosphatase.
If ecto-5'-nucleotidase is GPI-anchored to the plasma membrane, then detergent-solubilized purified enzyme should contain stoichiometric quantities of inositol. This hypothesis was tested by analysis of immunoaffinitypurified detergent-solubilized rat liver 5'-nucleotidase, which has been well studied previously and shown to be a homodimer of glycosylated subunits each of Mr 70000 [20, 21] .
MATERIALS AND METHODS
In the present experiments, rat liver 5'-nucleotidase was purified to homogeneity by a modification of the previously published method [20] . The membranes pelleted after homogenization of the rat livers (62 500 g,,ax for 90 min) were solubilized with 2 %' (w/v) sulphobetaine 14 for I h at room temperature with a yield ranging from 80 to 930% in four separate preparations.
The soluble fraction after centrifugation (48 000 gmax for 30 min) was made 100 mM-NaCl and 1 (w/v) Triton X-100, and passed through a DE52 ion-exchange column equilibrated in 100 mM-Tris/85 mM-HCl/ 100 mM-NaCl/ 1 mM-MgCl2/0.05 (w/v) Triton X-100/0.05 % (w/w) sulphobetaine 14 , and bound to a column of monoclonal antibody SN-E5 [21] 
RESULTS AND DISCUSSION
The g.c.-m.s. analysis (Fig. 1 a) showed the presence of myo-inositol in the 5'-nucleotidase samples. A trace of chiro-inositol was also found, but this was not considered significant, since the buffer blank samples also contained a trace of this isomer (Fig. 1 b) . Analysis of a 5'-nucleotidase sample in the absence of a scyllo-inositol internal standard showed that this isomer is absent from 5'-nucleotidase (results not shown). Integration of the ion chromatograms gave a value of 196 pmol of myoinositol in 10.7,tg of 5'-nucleotidase. Assuming an unglycosylated monomer Mr of 58000 for 5'-nucleotidase [24, 25] , this indicates a content of 1.06 mol of myoinositol/mol of 5'-nucleotidase monomer. Since the purification of 5'-nucleotidase used in the present study consistently achieved at least 7500 yields at individual steps (and > 40 yield overall), it is likely that all rat liver ecto-5'-nucleotidase contains myo-inositol.
The demonstration of the presence of inositol in solubilized immunoaffinity-purified rat liver 5'-nucleotidase at a I :1 ratio to the enzyme monomer provides unequivocal evidence that this enzyme is linked to the membrane by a GPI anchor. Whether the GPI anchor plays a role in ecto-5'-nucleotidase function [12, 26] 
